Protein preparation, Immunoprecipitation and Western Blotting
Protein lysate preparation and immunoprecipitations were performed as described previously (1) with a few exceptions. 10µg of anti-CSR-1 (1) was used in IPs for 5mg total protein. Samples were run out on Bolt™ 4-12% gradient gels (Life Technologies), transferred to Hybond C membranes (GE Health Sciences) and western blots were performed with a 1:1000 dilution of anti-CSR-1, a 1:5000 dilution of anti-Tubulin (Sigma, clone DM1A), a 1:1000 dilution of anti-MAb414 (Abcam), or a 1:1000 dilution of antiHistone H3 (Abcam, ab1791) as indicated. Luminata HRP Forte Substrate (Millipore) was used to visualize the blot.
Subcellular fractionation and chromatin isolation
Fractionation was performed as described in (1, 2) with the following modifications: 500µl of early embryos were resuspended in 1.25 volumes of Buffer A (250mM sucrose, 10mM Tris-HCl, pH 8.0, 10mM MgCl 2 1mM EGTA, with the addition of 1X protease inhibitor cocktail (Roche), 1% phosphatase inhibitor cocktails 2 and 3 (Sigma-Aldrich) and 1% SUPERNaseIN (Ambion). The resuspended embryo pellet was then broken apart with Wheaton metal dounce homogenizer until there were no intact embryos and only nuclei were visible under the dissecting microscope. A 10% portion of the extract representing total embryo protein was saved for western blot analysis, while the remaining extract was centrifuged at 4,000xg for 5 minutes at 4°C. A 10% portion of the cytoplasmic supernatant was saved for western blot analysis. The pelleted embryonic nuclei were resuspended with Buffer A (250mM sucrose, 10mM Tris HCl pH 8.0, 10mM MgCl 2 , 1mM EGTA with 0.1% Triton X-100 and 0.25% NP-40) and a 10% fraction was saved for western blot analysis. Nuclear membranes were removed by further homogenization with 150 more strokes and then centrifuged at 50xg for 4min at 4°C.
The resulting pellet was extracted 3 times in Buffer A. The extracted materials were combined and centrifuged at 4,000xg for 5 minutes at 4°C. The pellet was washed 3 times with Tris buffer (10mM Tris-HCl pH 8.0, 0.2mM EDTA, the first wash was with the addition of 0.1% Triton X-100 and the last two washes were with Tris buffer alone) and then resuspended with 100µL of Tris buffer. Chromatin was purified by ultracentrifugation through a sucrose gradient at 50,000xg for 1 hour at 4°C. Western blot analysis was conducted as described above.
Small RNA and RNA data analyses
Small RNA analysis was performed using custom Shell and Perl (5.10.0) scripts.
The reference genomes and annotations were downloaded from WormBase (Release WS230) (3) . In addition to the noncoding RNAs (ncRNAs) defined in WormBase, we also included snoRNAs annotated in GenBank. pre-miRNA and mature miRNA annotations were taken from miRBase (Release 19). All genome-mapping reads that were 21 nt long and had a uracil at the 5´ end were classified as 21U-RNAs.
The barcodes in the small RNA-seq reads were removed accordingly. The insert sequences were extracted while allowing at most one mismatch in the first 6 nt of the 3´ linker (CTGTAG). The reads that mapped to ncRNAs were excluded, and the remaining reads were mapped to the genome using the Bowtie software (4) requiring perfect matches. We built exon-exon junctions from annotated coding transcripts and identified junction-mapping small RNAs. Unmapped reads were mapped to the genome again after the removal of any additional uracil nucleotides at the 3´ end. Small RNA abundance was measured in parts per million (ppm) mapped reads, which were normalized to the sequencing depth of each library (genome-mapping plus junctionmapping reads after removing known ncRNAs). IP enrichment was defined using two criteria: the abundance ratio, IP/(IP+Input), needed to be more than 0.667 (i.e., the IP sample is 2-fold or more enriched than the input), and there must be at least 10 ppm reads in the IP sample. Note that the previous analysis of samples from (1) used a cutoff of 25ppm, and an earlier version of the genome, WS180. Thus to compare the previous data directly to the new C. briggsae libraries, we re-analyzed the previous data sets in the same manner along with the C. briggsae data. Similarly, the RNAi depletion was defined using two criteria: the abundance ratio, RNAi/(RNAi + empty vector), needed to be less than 0.333 (i.e, there was a 2-fold or more depletion in the RNAi sample than the control), and there must be at least 10 ppm reads in the empty vector RNAi sample. Table S1 provides detailed statistics for small RNA sequencing.
The 13,179 one-to-one (1:1) orthologous pairs of genes were taken from the best BLASTP matches between all C. elegans genes and all C. briggsae genes. For simplicity, the genes with no orthologs were grouped together with the genes that have more than one ortholog in the other genome, resulting in 7,818 genes in C. briggsae 6 (7,550 without orthologs) and 6,978 genes in C. elegans (6, The orthologous gene pairs were aligned based on canonical peptide sequences with T-Coffee (6), and corresponding pairwise nucleotide sequence divergence for replacement-sites (K A ) was computed in Kaks_calculator 2.0 with the YN00 method (7, 8) . We chose to focus on K A rather than K A /K S , owing to saturation of substitutions at synonymous sites between C. elegans and C. briggsae orthologs. We then tested for significant differences in rates of evolution among Argonaute association categories using one-way ANOVA on log 10 (K A +0.001) values.
We analyzed the RNA-seq data of the mature adult hermaphrodites of the wildtype C. briggsae reference strain (AF16) using Tophat (9) and Cufflinks (10) For all germline and embryo images, 0.4µm z-stacks were taken using identical acquisition exposure time conditions. Maximum projections and total fluorescence measures were performed using ImageJ (13) . CBR-CSR-1 fluorescence was measured within the area of interest and the background fluorescence, taken adjacent to the area of interest, was subtracted to determine the total CBR-CSR-1 fluorescence. CBR-CSR-1 fluorescence intensity was then normalized to either DAPI, in nuclei localization measurements, or tubulin for centrosomes. B. Additional comparisons of gene expression levels, considering CEL-CSR-1 only targets vs. targets conserved in C. briggsae and non-targets. We divided the non-target group into additional categories according to whether they were germline-specific (depleted of small RNAs in glp-4(bn2) mutant) (14) and whether they had 1:1 orthologs, respectively. Table S1 . Small RNA sequencing statistics of four samples in C. briggsae and six samples in C. elegans. Table S2 . Gene lists generated and studied in this paper. 
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